For density gradient analysis of detergent-resistant material (DRM), cells were lysed in DRM lysis buffer (150 mmol/L NaCl, 25 mmol/L Tris, 10 mmol/L ATP, 5 mmol/L dithiothreitol, 5 mmol/L EDTA, 1.0% Triton X-100, pH 7.4) supplemented with protease inhibitor cocktail (Roche). After Benzonase treatment to remove DNA (50 units/ml lysis buffer for 30 min on ice), lysates were homogenized by 10 passages through a 22 gauge syringe needle, and then adjusted with Optiprep to 40%. Samples were placed on the bottom of an ultracentrifuge tube and overlayered with a discontinuous Optiprep gradient (30-5% in DRM lysis buffer). After ultracentrifugation at 200,000 x g for 4 hours in a fixed angle rotor, 11-12 fractions were collected from top and prepared for SDS-PAGE.
